Determination of isoascorbic acid in fish tissue by hydrophilic interaction liquid chromatography-ultraviolet detection.
A new hydrophilic interaction liquid chromatographic (HILIC) method for the simultaneous determination of isoascorbic (IAA) and ascorbic acid (AA) was developed. The separation of IAA and AA was studied in various HILIC stationary phases and the influence of the composition of the mobile phase, the ionic strength and the column temperature to the chromatographic characteristics is presented. The final method used an aminopropyl column under isocratic elution with acetonitrile-100 mM ammonium acetate solution (90:10, v/v) at a flow rate of 0.4 mL/min and a detection wavelength of 240 nm. This method was validated and the calibration curves were found to be linear in the range of 1.0-65 microg/mL for both IAA and AA. The method limit of detection for IAA determination in fish tissue was 2.3 microg/g. Inter-day precision (as %RSD(R)) was ranged between 0.56% and 8.3% at three concentration levels, whereas the respected recoveries ranged between 82% and 98%. This method was applied to the determination of IAA (as additive E315) in frozen redfish samples. The hyphenation of the HILIC separation with a tandem mass spectrometer was also studied and the problems encountered with negative electrospray ionization under HILIC separation conditions are discussed.